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TI Preparation of N- (pyridinylmethyl) anthranilamides as VEGFR-2 and VEGFR-3 
inhibitors for treating diseases caused by persistent angiogenesis 

GI 



O 




AB 



Title compds. [I; Rl = (substituted) indazolyl, indolinyl, quinolinyl, Ql; 
R2 = H, Cl-3 alkyl] , were prepared Thus, 2-amino-N- (2-oxo-2 , 3-dihydro-lN- 
indol-6-yl) benzamide and pyridin-2-one-5-carboxaldehyde in MeOH was 
treated with ice AcOH followed by stirring over night at room temperature to 
give 82% N- {2-oxo-2, 3-dihydro-lH-indol-6-yl) -2- [ (6-oxo-l, 6-dihydropyridin- 
3 -yDmethylamino] benzamide. The latter inhibited VEGFR-2 (KDR) with IC50 
= 0,05 ^M. 
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Preparation of pyridazinyloximes as phosphodiesterase IV inhibitors. 




AB Title compds. [I; Rl, R2 = H, OH, 0R8, SR8, SOR8, S02R8, halo; R1R2 = 
0CH20, OCH2CH20; R3 = H, AR7 , C0AR7 , C02AR7 , CONH2 , NH2 , etc.; R7 = H, 
C02H, NH2, OH, etc.; R8 = (substituted) alkyl, alkenyl, cycloalkyl, 
alkylenecycloalkyl, etc.; A = null, (O, S, SO, S02, imino- interrupted) 
alkylene, alkenylene, cycloalkylene; B = (substituted) aryl, " heteroaryl; > 
= (0, S, SO, S02, imino- interrupted) alkylene] , were prepared as 
phosphodiesterase IV inhibitors for treating osteoporosis, tumors, 
cachexia, atherosclerosis, rheumatoid arthritis, multiple sclerosis, 
diabetes mellitus, inflammatory processes, allergies, asthma, autoimmune 
diseases, myocardial diseases and AIDS (no data) . Thus, 
3- {3-ethoxy-4-methoxyphenyl) -5 , 6-dihydro-4H-pyridazine was treated 
sequentially with chloroacetyl chloride, N-hydroxyphthalimide, 
ethanolamine, and 4-methoxybenzaldehyde to give 4-methoxybenzaldehyde 
O- [2- [3- (3-ethoxy-4-methoxyphenyl) -5, 6-dihydro-4H-pyridazin-l-yl] -2- 
oxoethyl] oxime . 
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TI Basic non-peptide bradykinin antagonists, particularly 

3 - (8-quinolinoxymethyl) benzenesulfonamide derivatives of 
a,a-dialkyl amino acids, with specific B2 receptor antagonist 
activity, and pharmaceutical compositions therefrom 

GI 



* STRUCTURE DIAGRAM TOO LARGE FOR DISPLAY - AVAILABLE VIA OFFLINE PRINT * 



AB Non-peptide compds. of formula I, having activity as specific antagonists 
of bradykinin (BK) B2 receptor, are disclosed [wherein: Rl = H or Cl-4 



alkyl; R2, R3 = CI -4 alkyl; or R2 and R3 form a 3- to 7-membered 
(hetero) cyclic aliphatic group with 0-2 N/O/S atoms; R4, R5 = H, Cl-4 alkyl; 
X = halo, ORl, SRI, CN, or Cl-4 alkyl; B = variety of groups with at least 
1 amino group of basic character or a tetraalkylammonium group, typically 
with 1 or 2 such groups, selected from particular cyclic and acyclic 
structures; including particular pharmacol . acceptable salts with (in) organic 
acids, and including optical isomers and their (non)racemic mixts.]. 
Compds. I are chemical characterized by the presence of an 
alpha, alpha-disubstituted amino acid residue, and at least one addnl . 
amino group, free or salified, or the corresponding ammonium quaternary 
salt. I are a novel class of medicaments, which can be used in treating a 
variety of disorders in which B2 receptors are involved. Approx. 90 
example compds. and approx. 2 0 intermediates are described. For instance, 
invention compound II was prepared as the trif luoroacetate salt in 26% yield 
by EDC coupling of a Boc-protected aminohexanoic acid derivative with the 
corresponding piperazine derivative, followed by deprotection. In a test for 
binding to human B2 receptor expressed in human fibroblasts W13 8, 
invention compound III had a pKi of 10.1. Compds. I also inhibited 
bradykinin- induced bronchospasm in guinea pigs (no data) , showing a higher 
potency and longer duration than similar mols. not containing the 
a,a-dialkyl amino acid moiety. 
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Modified anti -tumor necrosis factor immunoglobulins containing extra 
constant region Ig domain inserted into its constant region and their 
therapeutic uses 

The present invention relates to modified anti-tumor necrosis factor Igs . 
The modified anti-TNF Igs contains an extra constant region Ig domain 
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Preparation of 2-phenyl-3 (2H) -pyridazinones as lysyl oxidase inhibitors 
for preventing and treating fibrosis 



* STRUCTURE DIAGRAM TOO LARGE FOR DISPLAY - AVAILABLE VIA OFFLINE PRINT * 

AB Title compds . I [wherein Rl = (un) substituted 5- to 7-membered 

heterocyclyl ring selected from imidazolyl, triazolyl, pyridinyl, 
piperazinyl, 1 , 4-diazacycloheptyl , morpholinyl, thiomorpholinyl , etc.; R2 
= (un) substituted (hetero) aryl ; R3 = H, halo, alkyl, CF3 , N02 , CN, C02H or 
alkoxycarbonyl; and their salts, solvates, and solvates of their salts] 
were prepared as lysyl oxidase inhibitors for preventing and treating 
fibrosis in humans and/or animals. For example, II was prepared by 
alkylation of tert-Bu 1-piperazinecarboxylate with 2 - (4 -chlorophenyl) -4 , 5 - 
dichloro-3 (2H) -pyridazinone in dioxane in the presence of Nal at 
100°, reaction of the 5-chloropyridazinone intermediate with 
potassium 4 -phenylphenoxide in DMF, followed by Boc-deprotection. 
Selected I exhibited excellent IC50 values in the range of 0.003 nM to 
0.017 laM for the inhibition of lysyl oxidase compared to BAPN (10 
laM) and structurally related emorfazone (> 4 ^iM) . Selected I were 
tested for their antifibrotic activity in rats and were found active in 
the chronic CC14 poisoning model, the bile duct ligature model, and the 
serum-induced liver fibrosis model. 
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TI Treatment of osteoarthritis 

AB Agents with integrin-af f ecting activity, including antibodies and mols. 
having the antigen-binding portion of such antibodies, are used to 
regulate inflammatory mediators, including IL-ip, IL-6, IL-8, nitric 
oxide, PGE2 and MMPs . 
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L9 ANSWER 1 OF 19 MEDLINE on STN 

TI In vivo and in vitro assessment of porcine neutrophil activation responses 
to chemoattractants : flow cytometric evidence for the selective absence of 
formyl peptide receptors. 

AB Interest in the role that activated granulocytes play in C5a-induced 
myocardial ischemia prompted us to investigate and compare activation 
responses of pig and human neutrophils. The responses of Hypaque-Ficoll 
purified porcine (P-PMN) and human neutrophils (H-PMN) to stimulation with 
N-formyl-methionyl-leucyl -phenylalanine (FMLP) , C5a, phorbol myristate 
acetate (PMA) , and calcium ionophore A23187 (A23187) were compared by flow 
cytometrically measured changes in the cells' forward (FWD-SC) (a measure 
of shape/volume change) and right angle (90 degrees-SC) light scatter (a 
measure of secretion) , and in the distribution of the membrane potential 
sensitive fluorescent probe di-O-C (3) . FMLP, C5a, and Zymosan-activated 
serum (ZAS stimulated chemotaxis and FMLP vs. PMA- stimulated adherence to 
plastic were also compared. Unstimulated P-PMN had lower FWD-SC and 90 
degrees-SC than H-PMN (39.4 +/- 1.4 vs. 48.4 +/- 2.0 P less than 0.05, and 
32.7 +/- 2.7 vs. 52.4 +/- 1.5 units, P less than 0.005, for FWD-SC and 90 
degrees-SC of P-PMN vs. H-PMN, respectively). P-PMN selectively failed 
to increase their FWD-SC upon stimulation with FMLP (0.0 +/- 0.5% vs. 26.1 
+/- 6.8%, P-PMN vs. H-PMN), or decrease their 90 degrees-SC when treated 
with cytochalasin B + FMLP (secretion) (2.4 +/- 0.1% vs. -35.8 +/- 4.6% 
change in 90 degrees-SC, P-PMN vs. H-PMN), while responding comparably .to 
C5a, PMA, and A23187. P-PMN failed to depolarize in response to FMLP but 
responded similarly to H-PMN when activated by C5a, A23187, and PMA. 
P-PMN 's chemotactic response to FMLP was selectively absent since the 
cells responded well to purified pig C5a. FMLP stimulated significant 
increases in H-PMN adherence to bovine serum albumin-coated plastic (44.1 
+/- 6.7% vs. 12.6 +/- 3.7%, FMLP vs. buffer, P less than 0.025), but 
failed to increase adherence of P-PMN above baseline 0.68 +/- 0.20% vs. 
2.12 +/- 1.90%, FMLP vs. buffer, P greater than 0.05. PMA (100 ng/ml) 
stimulated comparable increases in adherence in both PMN types (48.6 +/- 
5.2% vs. 58.7 +/- 4.9%, P-PMN vs. H-PMN, P less than 0.025). Binding 
studies using the f luoresceinated N- formyl peptide f-met 
-leu-phe-lysine-f luorescein-isothiocyanate (FMLPL-FITC) in the 
absence and presence of excess non-f luoresceinated FMLPL indicated that 
P-PMN lack specific binding sites for the N-fonnyl 
peptides. (ABSTRACT TRUNCATED AT 400 WORDS) 
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L9 ANSWER 2 OF 19 MEDLINE on STN 

TI Evidence for the presence of specific receptors for N-formyl chemotactic 
peptides on human spermatozoa . 

AB Synthetic N-formylated peptides are potent chemoattractants for human 
spermatozoa in vitro. The specific structure -activity relations for 
eliciting a chemotactic response and the ability of the antagonist 
tertbutoxycarbonyl -phenylalanyl - leucyl -phenylalanyl - leucyl - phenylalanine 
(Boc-Phe-Leu-Phe-Leu-Phe) to inhibit the chemotaxis induced by these 
peptides strongly suggest the presence of receptors on human spermatozoa. 
The following studies were performed to identify specific binding sites on 
human spermatozoa by using [35S] -N-formyl-methionyl- leucyl -phenylalanine 
[( 35S] f -Met-Leu-Phe) , a potent chemotactic 

peptide. Binding of the [35S] f ormyl-peptide to human spermatozoa was 
rapid (tl/2, 8 min) and reversible. Binding isotherms of the saturation 
experiments revealed a single class of high affinity, low capacity binding 
sites (equilibrium dissociation constant, 17.7 nM; maximal binding, 109 
fmol/2 X 10(6) cells) and an average number of 60,000 receptors per cells. 
The biological potencies of a series of formyl peptides as 
chemoattractants correlated closely with their relative abilities to 
compete with [35S] f -Met-Leu-Phe for specific 

binding to human spermatozoa. These data fulfill the major criteria for 
demonstration of specific receptors for chemotactic peptides on human 
spermatozoa. It is likely that these receptor sites initiate the 
chemotactic response of human spermatozoa to N-formyl 
peptides . 
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TI Biochips and method of screening using drug induced gene and protein 

expression profiling 

AB The present invention provides relates to a biochip microarray, with 

multiple properties for use in identification of gene- and 
protein- induction or repression by drugs, the evaluation of efficacy and 
toxicity of any drug of choice, prediction of efficacy and toxicity of 
newly-discovered drugs, families of drugs or classes of drugs. 
Experimental information acquired from the biochip is inputted into a 
Drug-Gene-Protein-Biology (DGPB) database from which experimental data 
can be mined and analyzed based on the users preferences . A method for 
predicting the effect of a test composition for the treatment of a 
disease also is described. An animal model for the diseases selected. A 
biochip array for evaluating the effect of the test composition for the 
treatment of the disease is provided. The test composition is tested in 
the animal model to obtain a first set of biological markers 
representative of the effect of the test composition in the animal 
model . The biochip array generates a first set of data representative of 
the first set of biological markers. The first set of data is evaluated 
to predict the effect of the test composition on the disease. 



Preferably, the animal model is a standard animal model for human 
disease . 



CAS INDEXING IS AVAILABLE FOR THIS PATENT. 



ACCESSION NUMBER: 
TITLE : 

INVENTOR (S) : 



PATENT INFORMATION: 
APPLICATION INFO . : 



2003 : 180722 USPATFULL 

Biochips and method of screening using drug induced 
gene and protein expression profiling 
Lindemann, Garrett W., Benicia, CA, UNITED STATES 
Lipani, John, Fountain Hills, AZ, UNITED STATES 



NUMBER 



KIND 



DATE 



US 2003124552 Al 20030703 

US 2002-140680 Al 20020508 



(10) 



NUMBER 



PRIORITY INFORMATION: 
DOCUMENT TYPE: 
FILE SEGMENT: 
LEGAL REPRESENTATIVE: 
NUMBER OF CLAIMS: 
EXEMPLARY CLAIM: 
NUMBER OF DRAWINGS: 
LINE COUNT: 



DATE 
20010508 (60) 



US 2001-289407P 
Utility 
APPLICATION 

EDWARDS & ANGELL, LLP, P.O. BOX 9169, BOSTON, MA, 02209 

23 

1 

2 Drawing Page(s) 
3520 



CAS INDEXING IS AVAILABLE FOR THIS PATENT. 



L9 ANSWER 4 OF 19 USPATFULL on STN 

TI Methods and compositions for identifying receptor effectors 

AB The present invention makes available a rapid, effective assay for 

screening and identifying pharmaceutically effective compounds that 
specifically interact with and modulate the activity of a cellular 
receptor or ion channel. The subject assay enables rapid screening of 
large numbers of polypeptides in a library to identifying those 
polypeptides which induce or antagonize receptor bioactivity. The 
subject assay is particularly amenable for identifying surrogate ligands 
for orphan receptors . 
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TI Complexes of alpha-6 integrin subunits with small peptides and methods 

for treating indications resulting from modulation of integrin-mediated 
responses by altering signal transduction 

AB A method for modulating an alpha 6 subunit containing integrin-mediated 
signal transduction is described. The method involves contacting a cell 
with an effective integrin modulating amount of an alpha 6 subunit 
containing integrin-mediated signal transduction pathway modification 
agent. Preferred agents are peptides having the formula f- 
Met-Leu-X, wherein X is selected from the group 
consisting of Tyr, Tyr-Phe, Phe-Phe and Phe-Tyr. 



CAS INDEXING IS AVAILABLE FOR THIS PATENT. 



ACCESSION NUMBER: 
TITLE : 



INVENTOR (S) 



2 003 : 71962 USPATFULL 

Complexes of alpha-6 integrin subunits with small 
peptides and methods for treating indications resulting 
from modulation of integrin-mediated responses by 
altering signal transduction 

Clagett, James A., Snohomish, WA, UNITED STATES 
Lipani, John, Mountain Hills, AZ, UNITED STATES 
Palmer, Craig Robert, San Francisco, CA, UNITED STATES 



NUMBER KIND DATE 



PATENT INFORMATION: 
APPLICATION INFO . : 



PRIORITY INFORMATION: 

DOCUMENT TYPE: 

FILE SEGMENT: 

LEGAL REPRESENTATIVE: 



NUMBER OF CLAIMS: 
EXEMPLARY CLAIM: 
NUMBER OF DRAWINGS; 
LINE COUNT: 



US 2003050249 
US 2001-863837 

NUMBER 



Al 
Al 



20030313 
20010523 



(9) 



DATE 
20000523 (60) 



US 2000-206397P 
Utility 
APPLICATION 

Dike, Bronstein, Roberts & Cushman, Intellectual 

Property Practice Group, Edwards & Angell, LLP, 101 

Federal Street, Boston, MA, 02209 

27 

1 

8 Drawing Page(s) 
1457 



CAS INDEXING IS AVAILABLE FOR THIS PATENT. 



L9 ANSWER 6 OF 19 USPATFULL on STN 

TI Methods and compositions for identifying receptor effectors 

AB The present invention makes available a rapid, effective assay for 

screening and identifying pharmaceutically effective compounds that 
specifically interact with and modulate the activity of a cellular 
receptor or ion channel. The subject assay enables rapid screening of 
large numbers of polypeptides in a library to identifying those 
polypeptides which induce or antagonize receptor bioactivity. The 
subject assay is particularly amenable for identifying surrogate ligands 
for orphan receptors . 
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TI Methods for identifying G protein coupled receptor effectors 

AB The present invention makes available a rapid, effective assay for 

screening and identifying pharmaceutically effective compounds that 
specifically interact with and modulate the activity of a cellular 
receptor or ion channel. The subject assay enables rapid screening of 
large numbers of polypeptides in a yeast expression library to 
identifying those polypeptides which induce or antagonize receptor 
bioactivity. The subject assay is particularly amenable for identifying 
surrogate ligands for orphan receptors. 
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TI Recombinant yeast cells for identifying receptor effectors 

AB The present invention makes available a rapid, effective assay for 

screening and identifying pharmaceutically effective compounds that 
specifically interact with and modulate the activity of a cellular 
protein, e.g., a receptor or ion channel. The subject assay enables 
rapid screening of large numbers of compounds to identify those which 
act as an agonist or antagonist to the bioactivity of the cellular 
protein. The subject assay is particularly amenable for identifying 
surrogate ligands for receptors especially from small molecule or 
peptide libraries or from peptides produced by an autocrine system. 
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TI Formyl-methionyl chemotatic peptide antibiotic conjugates useful in 

treating infections 

AB A group of synthetic N-formyl methionine tri and tetra peptides in 

covalent combination with antibiotics are useful in treating infections. 
These peptideantibiotic conjugates exhibit a high degree of chemotactic 
activity for polymorphonuclear leukocytes and monocytes while 
simultaneously inhibiting the growth of microorganisms. The use of 
chemotactic peptide-silver sulfadiazine conjugates is particularly 
effective for treating burns. 
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on STN 

TI In vivo and in vitro assessment of porcine neutrophil activation responses 
to chemoattractants : Flow cytometric evidence for the selective absence of 
formyl peptide receptors. 

AB Interest in the role that activated granulocytes play in C5a- induced 
myocardial ischemia prompted us to investigate and compare activation 
responses of pig and human neutrophils. The responses of Hypaque-Ficoll 
purified porcine (P-PMN) and human neutrophils (H-PMN) to stimulation with 
N- formyl -me thionyl-leucyl -phenylalanine (FMLP) , C5a, phorbol myristate 
acetate (PMA) , and calcium ionophore A23187 (A23187) were compared by flow 
cytometrically measured changes in the cells* forward (FWD-SC) (a measure 
of shape/volume change) and right angle {90°-SC) light scatter (a 
measure of secretion) , and in the distribution of the membrane potential 
sensitive fluorescent probe di-0-C((5)) (3). FMLP, C5a, and 
Zymosan-activated serum (ZAS) stimulated chemotaxis and FMLP vs. 
PMA-stimulated adherence to plastic were also compared. Unstimulated P-PMN 
had lower FWD-SC and 90°-SC than H-PMN (39.4 + 1.4 vs. 48.4 ± 
2.0 P < 0.05, and 32.7 ± 2.7 vs. 52.4 ± 1.5 units, P < 0.005, for 
FWD-SC and 90°-SC of P-PMN vs. H-PMN, respectively). P-PMN 
selectively failed to increase their FWD-SC upon stimulation with FMLP 
(0.0 ± 0.5% vs. 26.1 ± 6.8%, P-PMN vs. H-PMN), or decrease their 
90° -SC when treated with cytochalasin B + FMLP (secretion) (2.4 
± 0.1% vs. -35.8 ±4.6% change in 90° -SC, P-PMN vs. H-PMN), 
while responding comparably to C5a, PMA, and A23187. P-PMN failed C5a, 
A23187, and PMA. P-PMN' s chemotactic response to fMLP was selectively 



absent since the cells responded well to purified pig C5a. FMLP stimulated 
significant increases in H-PMN adherence to bovine serum albumin-coated 
plastic (44.1 ± 6.7% vs. 12.6 ± 3.7%, FMLP vs. buffer, P < 0.025), 
but failed to increase adherence of P-PMN above baseline 0.68 ± 0.20% 
vs. 2.12 ± 1.90%, FMLP vs. buffer, P > 0.05. PMA (100 ng/ml) stimulated 
comparable increases in adherence in both PMN types (48.6 ± 5.2% vs. 
58.7 + 4.9%, P-PMN vs. H-PMN, P < 0.025). Binding studies using the 
f luoresceinated N-formyl peptide f-met-leu 

-phe-lysine-f luorescein-isothiocyanate (FMLPL-FITC) in the absence and 
presence of excess non-f luoresceinated FMLPL indicated that P-PMN lack 
specific binding sites for the N-formyl 

peptides. Intracoronary (LAD) infusion of FMLP in the instrumented 
intact pig produced no change in neutrophil extraction, LAD regional blood 
flow, or myocardial contractility while infusion of purified porcine C5a 
induced a rapid and marked increase in myocardial neutrophil extraction, a 
decrease in LAD coronary blood flow, and diminished contractility. It is 
concluded that P-PMN and H-PMN respond comparably to C5a, PMA, and A23187, 
but P-PMN are selectively unresponsive to activation by FMLP both in vitro 
and in vivo due to the absence of FMLP binding. 
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TI Evidence for the presence of specific receptors for N-formyl chemotactic 
peptides on human spermatozoa, 

AB Synthetic N-formylated peptides are potent chemoattractants for human 
spermatozoa in vitro. The specific structure-activity relations for 
eliciting a chemotactic response and the ability of the antagonist 
terbutoxycarbonyl -phenylalanyl - leucyl -phenylalanyl - leucyl -ph enylalanine 
(Boc-Phe-Leu-Phe-Leu-Phe) to inhibit the chemotaxis induced by these 
peptides strongly suggest the presence of receptors on human spermatozoa. 
The following studies were performed to identify specific binding sites on 
human spermatozoa by using [35S] -N-formyl -methionyl-leucyl-phenilalanine 
( [35S] f -Met-Leu-Phe) , a potent chemotactic 

peptide. Binding of the [ 3 5S] formyl -peptide to human spermatozoa was rapid 
(tl/2, 8 min) and reversible. Binding isotherms of the saturation 
experiments revealed a single class of high affinity, low capacity binding 
sites (equilibrium dissociation constant, 17.7 nM; maximal binding, 109 
fmol/2 X 106 cells) and an average number of 60,000 receptors per cell. 
The biological potencies of a series of formyl peptides as 
chemoattractants correlated closely with their relative abilities to 
compete with [35S] f -Met-Leu-Phe for specific 

binding to human spermatozoa. These data fulfill the major criteria for 
demonstration of specific receptors for chemotactic peptides on human 
spermatozoa. It is likely that these receptor sites initiate the 
chemotactic response of human spermatozoa to N-fonnyl- 
peptides . 
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TI Modulating influence of chemotactic factor-induced cell adhesiveness on 
granulocyte function . 

AB The importance of adhesion in regulating locomotion and accumulation of 
polymorphonuclear leukocytes (PMN) has remained vague. We found that the 
chemotaxis of human PMN resuspended in heat-inactivated plasma was maximal 
toward 1-10 nM N-f ormyl-met-leu-phe (f-Met-Leu 
-Phe) , but fell below random motility toward ^100 nM. This 

impressive decrease of motility was paralleled by increased cell adherence 
on Petri dishes being minimal at 1 nM and maximal at >10 nM f- 
Met-Leu-Phe (6 ± 1 and 37 ± 2% [SE] adherent 

cells, respectively) . Checked by phase-contrast microscopy, cells under 
stimulated adhesion lost the typical bipolar shape of moving PMN and 
became immobilized and highly flattened, PMN, preexposed to 250 nM 
f -Met-Leu-Phe and tested after washing, 

retained increased adhesiveness and showed extremely low random and 
chemotactic motility. In contrast, preexposure to 1 nM f- 
Met-Leu-Phe had no effect on chemotaxis. Supporting the 
concept that immobilizing hyperadhesiveness does not correspond to a 
general functional hyporesponsiveness of PMN, no depression of the initial 
ingestion rate was observed in the presence of 250 nM f- 
Met-Leu-Phe. Moreover, a close correlation was found 
between the induction of PMN adhesiveness and the stimulation of the 
hexose monophosphate pathway activity as well as of lysomal enzyme release 
(r^O.98), Thus, 'chemotactic deactivation' and 'high-dose 
inhibition of chemotaxis' by N-fomryl peptides 

is the consequence of increased cell adhesiveness. This phenomenon 
provides a mechanism for cell trapping at the inflammatory site. 
Conversely, if operative in circulating blood, e.g., in septicemia, it may 
impair PMN emigration to such sites. 
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TI IN-VIVO AND IN-VITRO ASSESSMENT OF PORCINE NEUTROPHIL ACTIVATION RESPONSES 
TO CHEMOATTRACTANTS FLOW CYTOMETRIC EVIDENCE FOR THE SELECTIVE ABSENCE OF 
FORMYL PEPTIDE RECEPTORS. 
AB Interest in the role that activated granulocytes play in C5a-induced 
myocardial ischemia prompted us to investigate and compare activation 
responses of pig and human neutrophils. The responses of Hypaque-Ficoll 
purified porcine (P-PMN) and human neutrophils (H-PMN) to stimulation with 
N-formyl-methionyl-leucyl-phenylalanine (FMLP) , C5a,phorbol myristate 
acetate (PMA) , and calcium ionophore A23187 (A23187) were compared by flow 
cytometrically measured changes in the cells forward (FWD-SC) (a measure 
of shape/volume change) and right angle (90«»-SC) light scatter (a 
measure of secretion) , and in the distribution of the membrane potential 
sensitive fluorescent probe di-0-C(5) (3). FMLP, C5a, and 
Zymosan-activated serum (ZAS) stimulated chemotaxis and FMLP vs. 
PMA- stimulated adherence to plastic were also compared. Unstimulated 
P-PMN had lower FWD-SC and 90° -SC than H-PMN (39.4 ± 1.4 vs. 
48.4 ± 2.0 P < 0.05, and 32.7 + 2.7 vs. 52.4 ± 1.5 units, P < 
0.005, for FWD-SC and 90°-SC of P-PMN vs. H-PMN, respectively). 
P-PMN selectively failed to increase their FWD-SC upon stimulation with 
FMLP (0.0 ± 0.5% vs. 26.1 ± 6.8%, P-PMN vs. H-PMN), or decreases 
their 90° -SC when treated with cytochalasin B + FMLP (secretion) 
(2.4 ± 0.1% vs. -35.8 ±4.6% change in 90° -SC, P-PMN vs. 

H-PMN), while responding comparably to C5a, PMA, and A23187. P-PMN failed 
to depolarize in response to FMLP but responded similarly to H-PMN when 
activated by C5a, A23287, and PMA. P-PMN' s chemotactic response to FMLP 
was selectively absent since the cells responded well to purified pig C5a. 
FMLP stimulated significant increases in H-PMN adherence to bovine serum 
albumin-coated plastic (44.1 ± 6.7% vs. 12.6 ± 3.7%, FMLP vs . 
buffer, P < 0.025), but failed to increase adherence of P-PMN above 
baseline 0.68 ± 0.20% vs. 2.12 + 1.90%, FMLP vs. buffer, P > 0.05, 
PMA (100 ng/ml) stimulated comparable increses in adherence in both PMN 
types (48.6 ± 5.2% vs. 58.7 ± 4.9%, P-PMN vs. H-PMN, P < ) .025) . 
Binding studies using the f louresceinated N-formyl peptide f- - 
met- leu-phe- lysine- fluorescein- isothiocyanate 

(FMLPL-FITC) in the absence and presence of excess non-f luoresceinated 
FMLP indicated that P-PMN lack specific binding sites for the N- 
formyl peptides. Intracoronary (LAD) infusion of FMLP 
in the instrumented intact pig produced no change in neutrophil 
extraction, LAD-regional blood flow or myocardial contractility while 
infusion of purified porcine C5a induced a rapid and marked increase in 
myocardial neutrophil extraction, a decrease in LAD coronary blood flow, 
and diminished contractility. It is concluded that P-PMN and H-PMN 
respond comparably to C5a, PMA, and A23187, but P-PMN are selectively 
unresponsive to activation by FMLP both in vitro and in vivo due to the 
absence of FMLP binding. 

ACCESSION NUMBER: 1990:262135 BIOSIS 

DOCUMENT NUMBER: PREV19909000422 1 ; BA90:4221 

TITLE: IN-VIVO AND IN-VITRO ASSESSMENT OF PORCINE NEUTROPHIL 

ACTIVATION RESPONSES TO CHEMOATTRACTANTS FLOW CYTOMETRIC 
EVIDENCE FOR THE SELECTIVE ABSENCE OF FORMYL PEPTIDE 
RECEPTORS . 

AUTHOR (S) : FLETCHER M P [Reprint author]; STAHL G L; LONGHURST J C 

CORPORATE SOURCE: DIV RHEUMATOL/ ALLERGY, TB 192, SCH MED, UNIV CALIF AT 

DAVIS, DAVIS, CALIF 85616, USA 
SOURCE: Journal of Leukocyte Biology, (1990) Vol. 47, No. 4, pp. 

355-365. 

CODEN: JLBIE7. ISSN: 0741-5400. 
DOCUMENT TYPE: Article 
FILE SEGMENT: BA 
LANGUAGE : ENGL I SH 

ENTRY DATE: Entered STN: 5 Jun 1990 

Last Updated on STN: 7 Aug 1990 



L9 ANSWER 14 OF 19 BIOSIS COPYRIGHT 2004 BIOLOGICAL ABSTRACTS INC. on STN 
TI STUDIES OF SIGNAL TRANSDUCTION IN THE RESPIRATORY BURST-ASSOCIATED 
STIMULATION OF P -MET- LEU- PHE- INDUCED TUBULIN 

TYROS INOLATION AND PHORBOL 12-MYRISTATE 13 -ACETATE -INDUCED 
POSTTRANSLATIONAL INCORPORATION OF TYROSINE INTO MULTIPLE PROTEINS IN 
ACTIVATED NEUTROPHILS AND HL-60 CELLS. 
AB A specific stimulation of tubulin tyrosinolation in human neutrophils 
(PMNs) is induced by the synthetic peptide chemoattractant 

N-formylmethionylleucyl -phenylalanine (f Met-Leu-Phe) , and this stimulation 
is closely associated with activation of the NADPH oxidase-mediated 
respiratory burst (Nath, J., and Gallin, J. I. (1983) J. Clin. Invest. 
71, 1273-1281) . In contrast, along with tubulin tyrosinolation, a 
distinctly different respiratory burst-associated random posttranslational 
incorporation of tyrosine into multiple PMN proteins is observed in PMNs 
stimulated with the phorbol ester phorbol 12-myristate 13 -acetate (PMA) or 
sn-1, 2-dioctanoylglycerol (DAG). In studies exploring the mechanism(s) of 
signal transduction for these distinct neutrophil responses, we found that 
the f Met-Leu-Phe-indcued stimulation of tubulin tyrosinolation in PMNs and 
in differentiated HL-60 cells is completely blocked by pertussis toxin, 
while the PMA- induced random incorporation of tyrosine is not inhibited. 
We also found that expression of the f Met-Leu-Phe-mediated stimulation of 
tubulin tyrosinolation in HL-60 cells is correlated with increases in the 
specific activity of protein kinase C and with the acquisition of 
respiratory burst activity which occur during induced myeloid maturation 
of these cells. Furthermore, both the f Met-Leu-Phe-induced stimulation of 
tubulin tyrosinolation and the PMA or DAG-induced random posttranslational 
incorporation of tyrosine into multiple proteins in activated neutrophils, 
were found to be reversibly inhibited (>70%) by the protein kinase 
inhibitors 1- (5-isoquionolinesulf onyl) piperazine (C-I) and 
1- (5-isoquionolinesulf onyl) -2-methylpiperazine (H-7) , in parallel with 
inhibition of superoxide (02-) generation. In related studies, we also 
found that f Met-Leu-Phe-stimulated 02- production is comparably inhibited 
by C-I and H-7, but in a highly temperature-dependent manner. Inhibition 
was observed only when C-I or H-7 is added to PMNs at physiologic 
temperature, i.e. 37° C. Interestingly, inhibition of the 
PMA- induced 02- generation by C-I or H-7 was not found to be similarly 
temperature -dependent . Considered together, these findings argue against 
the suggestion that there is a protein kinase C- independent pathway for 
activation of the respiratory burst in neutrophils stimulated with 
N-formyl peptides. 
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EVIDENCE FOR THE PRESENCE OF SPECIFIC RECEPTORS FOR N FORMYL CHEMOTACTIC 
PEPTIDES ON HUMAN SPERMATOZOA. 



AB Synthetic N-f ormylated peptides are potent chemoattractants for human 
spermatozoa in vitro. The specific structure -activity relations for 
eliciting a chemotactic response and the ability of the antagonist 
terbutoxycarbonyl -phenylalanyl - leucyl -phenylalanyl - leucyl -phenylalanine 
(Boc-Phe-Leu-Phe-Leu-Phe) to inhibit the chemotaxis induced by these 
peptides strongly suggest the presence of receptors on human spermatozoa. 
The following studies were performed to identify specific binding sites on 
human spermatozoa by using [35S] -N-f ormyl -me thionyl- leucyl -phenylalanine 
( [35S] f -Met-Leu-Phe) , a potent chemotactic 

peptide. Binding of the [35S] formyl-peptide to human spermatozoa was 
rapid (tl/2, 8 min) and reversible. Binding isotherms of the saturation 
experiments revealed a single class of high affinity, low capacity binding 
sites (equilibrium dissociation constant, 17.7 nM; maximal binding, 109 
fmol/2 + 106 cells) and an average number of 60,000 receptors per 
cell. The biological potencies of a series of f ormyl peptides as 
chemoattractants correlated closely with their relative abilities to 
compete with [35S) f -Met-Leu-Phe for specific 

binding to human spermatozoa. These data fulfill the major criteria for 
demonstration of specific receptors for chemotactic peptides on human 
spermatozoa. It is likely that these receptor sites initiate the 
chemotactic response of human spermatozoa to N-f ormyl 
peptides . 
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TI MODULATING INFLUENCE OF CHEMO TACTIC FACTOR INDUCED CELL ADHESIVENESS ON 

GRANULOCYTE FUNCTION. 
AB The importance of adhesion in regulating locomotion and accumulation of 

polymorphonuclear leukocytes (PMN) has remained vague. The chemotaxis of 

human PMN resuspended in heat -inactivated plasma was maximal toward 1-10 

nM N- f ormyl -met- leu-phe (f -Met-Leu-Phe) , but 

fell below random motility toward ^ 100 nM. This impressive 

decrease of motility was paralleled by increased cell adherence on Petri 

dishes being minimal at 1 nM and maximal at > 10 nM f- 

Met-Leu-Phe (6+1 and 37 ± 2% [SE] adherent 

cells, respectively) . Checked by phase-contrast microscopy, cells under 
stimualted adhesion lost the typical bipolar shape of moving PMN and 
became immobilized and highly flattened. PMN, preexposed to 250 nM 
f -Met-Leu-Phe and tested after washing, 

retained increased adhesiveness and showed extremely low random and 
chemotactic motility. Preexposure to 1 nM f -Met- 
Leu-Phe had no effect of chemotaxis. Supporting the concept that 
immobilizing hyper adhesiveness does not correspond to a general functional 
hyporesponsiveness of PMN, no depression of the initial ingestion rate was 
observed in the presence of 250 nM f-Met-Leu 

-Phe. A close correlation was found between the induction of PMN 
adhesiveness and the stimulation of the hexose monophosphate pathway 
activity as well as of lysomal enzyme release (r ^ 0.98). 
Chemotactic deactivation and high-dose inhibition of chemotaxis by 



N-formyl peptides is the consequence of 

increased cell adhesiveness. This phenomenon provides a mechanism for 
cell trapping at the inflammatory site. If operative in circulating 
blood, e.g., in septicemia, it may impair PMN emigration to such sites. 
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TI Modulation of alpha- 6 integrin-mediated responses 

AB A method for modulating an alpha 6 subunit containing integrin-mediated si 
transduction is described. The method involves contacting a cell with ah 
effective integrin modulating amount of an alpha 6 subunit containing 
integrin-mediated signal transduction pathway modification agent. 
Preferred agents are N-fonnyl peptides 
having the formula f-Met-Leu-X, wherein X is 

selected from the group consisting of Tyr, Tyr-Phe, Phe-Phe and Phe-Tyr. 
The method can be used to treat and VLA-6 integrin-mediated pathol . 
conditions such as the pro- inflammatory response, cancer metastasis or 
coronary heart disease. 
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TI In vivo and in vitro assessment of porcine neutrophil activation responses 
to chemoattractants : flow cytometric evidence for the selective absence 
of formyl peptide receptors 

AB Interest in the role that activated granulocytes play in complement 

C5a-induced myocardial ischemia prompted an investigation and comparison 
of the activation responses of pig and human neutrophils. The responses 
of Hypaque-Ficoll purified porcine (P-PMN) and human neutrophils (H-PMN) 
to stimulation with N-f ormyl-Met-Leu-Phe (FMLP) , C5a, phorbol myristate 
acetate (PMA) , and Ca ionophore A23187 were compared by flow 
cytometrically measured changes in the cells* forward (FWD-SC) (a measure 
of shape/volume change) and right angle (90° -SC) light scatter (a 
measure of secretion) , and in the distribution of the membrane potential 
sensitive fluorescent probe di-0-C(5) (3) . FMLP, C5a, and 
zymosan-activated serum (ZAS) stimulated chemotaxis and FMLP vs. 
PMA- stimulated adherence to plastic were also compared. Unstimulated 
P-PMN had lower FWD-SC and 90°-SC than H-PMN. P-PMN selectively 
failed to increase their FWD-SC upon stimulation with FMLP or decrease 
their 90° -SC when treated with cytochalasin B + FMLP (secretion) , 
while responding comparably to C5a, PMA, and A23187. P-PMN failed to 
depolarize in response to FMLP but responded similarly to H-PMN when 
activated by C5a, A23187, and PMA. P-PMN's chemotactic response to FMLP 
was selectively absent since the cells responded well to purified pig C5a. 
FMLP stimulated H-PMN adherence to bovine serum albumin-coated plastic, 
but failed to increase adherence of P-PMN above baseline stimulated 
comparable increases in adherence in both PMN types . Binding studies 
using the f luoresceinated N-formyl peptide f-Met- 

Leu-Phe-Lys-f luorescein-isothiocyanate (FMLPL-FITC) in the absence 

and presence of excess non-f luoresceinated FMLPL indicated that P-PMN lack 

specific binding sites for the N-formyl 

peptides. Intracoronary (LAD) infusion of FMLP in the 

instrumented intact pig produced no change in neutrophil extraction, LAD 
regional blood flow, or myocardial contractility while infusion of 
purified porcine C5a induced a rapid and marked increase in myocardial 
neutrophil extraction, a decrease in LAD coronary blood flow, and diminished 
contractility. Thus, P-PMN and H-PMN respond comparably to C5a, PMA, and 
A23187, but P-PMN are selectively unresponsive to activation by FMLP both 
in vitro and in vivo due to the absence of FMLP binding. 
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TI Modulating influence of chemotactic factor-induced cell adhesiveness on 
granulocyte function 

AB Chemotaxis of human polymorphonuclear leukocytes (PMN) resuspended in 

heat-inactivated plasma was maximal toward 1-10 nM N-f ormyl-met-leu-phe ( 

f -Met-Leu-Phe) , but fell below random motility 

toward ^100 nM. This decrease of motility was paralleled by 

increased cell adherence, being minimal at 1 nM and maximal at >10 nM 

f -Met-Leu-Phe (6 and 37% adherent cells, 

resp.). Cells under stimulated adhesion lost the typical bipolar shape of 
moving PMN and became immobilized and highly flattened. PMN, preexposed 



to 250 nM f -Met-Leu-Phe and tested after 

washing, retained increased adhesiveness and showed extremely low random 
and chemotactic motility. In contrast, preexposure to 1 nM £- 
Met-Leu-Phe had no effect on chemotaxis. Supporting the 
concept that immobilizing hyper adhesiveness does not correspond to a 
general functional hyporesponsiveness of PMN, no depression of the initial 
ingestion rate was observed in the presence of 250 nM f-Met 
-Leu-Phe. Moreover, a close correlation was found between the 
induction of PMN adhesiveness and the stimulation of the hexose 
monophosphate pathway activity as well as of lysosomal enzyme release. 
Thus, chemotactic deactivation and high-dose inhibition of chemotaxis by 
N-formyl peptides is the consequence of 

increased cell adhesiveness. This phenomenon provides a mechanism for 
cell trapping at the inflammatory site. Conversely, if operative in 
circulating blood, e.g.," in septicemia, it may impair PMN emigration to 
such sites. 
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TI 207 human secreted proteins 

AB The present invention relates to novel human secreted proteins and 
isolated nucleic acids containing the coding regions of the genes 
encoding such proteins. Also provided are vectors, host cells, 
antibodies, and recombinant methods for producing human secreted 
proteins. The invention further relates to diagnostic and therapeutic 
methods useful for diagnosing and treating diseases, disorders, and/or 
conditions related to these novel human secreted proteins. 
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